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Abstract
Background: In humans, reduced activity of the enzyme monoamine oxidase type A (MAOA) due to genetic
polymorphisms within the MAOA gene leads to increased brain neurotransmitter levels associated with aggression.
In order to study MAOA genetic diversity in dogs, we designed a preliminary study whose objectives were to
identify novel alleles in functionally important regions of the canine MAOA gene, and to investigate whether the
frequencies of these polymorphisms varied between five broad breed groups (ancient, herding, mastiff, modern
European, and mountain). Fifty dogs representing these five breed groups were sequenced.
Results: A total of eleven polymorphisms were found. Seven were single nucleotide polymorphisms (SNPs; two
exonic, two intronic and three in the promoter), while four were repeat intronic variations. The most polymorphic
loci were repeat regions in introns 1, 2 (7 alleles) and 10 (3 alleles), while the exonic and the promoter regions were
highly conserved. Comparison of the allele frequencies of certain microsatellite polymorphisms among the breed
groups indicated a decreasing or increasing trend in the number of repeats at different microsatellite loci, as well as
the highest genetic diversity for the ancient breeds and the lowest for the most recent mountain breeds, perhaps
attributable to canine domestication and recent breed formation. While a specific promoter SNP (−212A > G) is rare
in the dog, it is the major allele in wolves. Replacement of this ancestral allele in domestic dogs may lead to the
deletion of heat shock factor binding sites on the MAOA promoter.
Conclusions: Dogs exhibit significant variation in certain intronic regions of the MAOA gene, while the coding and
promoter regions are well-conserved. Distinct genetic differences were observed between breed groups. Further
studies are now required to establish whether such polymorphisms are associated in any way with MAOA level and
canine behaviour including aggression.
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Plain english summary
Canine aggression, whether directed at the owner,
strangers, or other dogs, is the most frequent behavioral
problem in dogs. Aggressive dogs often end up in
shelters where many are euthanized. Aggressive behavior
is often due to high levels of neurotransmitters such as
dopamine and serotonin in the brain. Recent studies
have shown that inherited changes in genes that control
neurotransmitter levels may be responsible for aggres-
sive or impulsive behavior in certain dog breeds such as
the Belgian Malinois, German Shepherds, and Siberian
Huskies. One such gene is called monoamine oxidase A
(MAOA), which codes for the MAOA enzyme that
degrades neurotransmitters and helps to keep the level
of these chemicals constant in the brain, thus preventing
unwanted aggression. Variations in the DNA sequence
of this gene have been shown to cause increased aggres-
sion in people as well as rats. This pilot study explored
the genetic diversity of the MAOA gene in fifty dogs,
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representing 5 broad breed groups (ancient, herding,
mastiffs, modern European, and mountain). We discov-
ered 11 novel changes in the DNA sequence of MAOA.
The highest number of these DNA changes was ob-
served for ancient breed dogs while the lowest number
of changes were observed in more modern breeds such
as the mountain dog breed group. Ancient breeds shared
a lot of genetic similarity with wolves and coyotes. Other
variations were only present in modern breeds such as
the mountain breed group. Some of these DNA changes
may affect the proper function of the MAOA gene and
thus may be responsible for canine aggressive behavior.
This research provides valuable information for a follow-
up study to discover potential MAOA genetic markers
for aggression in dogs. These markers can be used to
develop genetic tests for dogs with aggressive behavior
so that timely intervention involving behavioral therapy
with or without medication can be used to treat the dog.
This will reduce the risk for owners to relinquish their
dogs to animal shelters.
Background
Monoamine oxidases (MAO) are enzymes localized on
the outer membrane of mitochondria that catalyze the
FAD-dependent oxidative deamination of various bio-
genic amines in the brain as well as in peripheral tissues.
Two forms of MAO, designated MAOA and MAOB on
the basis of substrate specificity and inhibitor sensitivity,
are known to exist. Monoamine oxidase type A (MAOA)
preferentially degrades serotonin and dopamine to
hydroxyindoleacetic acid (5-HIAA) and homovanillic
acid (HVA) respectively [1].
Neurotransmitters can lower the threshold for an
aggressive response to environmental stimuli. This has
been shown by a number of studies that have implicated
MAOA in several behavioral changes in mammals. For
example, MAOA knockout mice showed increased
aggression in adulthood [2], and a rare nonsense muta-
tion in the human MAOA gene, which presumably
results in low levels of the MAOA enzyme, is associated
with impulsive aggression in male humans [3]. Con-
versely, a landmark study demonstrated that maltreated
male children with a genotype conferring high levels of
MAOA expression were less likely to develop antisocial
problems [4]. This genotype consisted of 5 copies of a
variable number tandem repeat (VNTR) in the promoter
region [5]. Other studies have shown positive associa-
tions between genetic polymorphisms in the human
MAOA gene and juvenile delinquency [6], impulsivity
[7], and female panic and depressive disorders [8, 9]. In
general, MAOA enzyme activity varies 50-fold in the
population, which is determined in part by genetic poly-
morphisms [10].
Aggressive behavior is by far the most frequently
encountered behavioral problem in dogs. For example,
aggression was the presenting complaint in 70% of the
1,644 dogs referred to the Animal Behavior Clinic at
Cornell University over a ten year period [11]. Bite injur-
ies have reached epidemic proportions (for example,
45% of children 4 to 18 years old) [12, 13]. Between 17
and 25% of pet dogs relinquished to animal shelters each
year are given up because of behavior problems, with
substantial numbers of these dogs being euthanized [14,
15]. As is the case with humans, aggression is influenced
by both genetic and environmental factors. However,
breed-specific behavioral traits such as calmness/aggres-
sion are evidence of a large genetic component and spe-
cific behaviors show high heritabilities [16, 17]. In
addition, aggression is a complex trait regulated by mul-
tiple genes.
Naturally-occurring DNA sequence variations, or poly-
morphisms, in the genes of regulating enzymes, trans-
porters and receptors of the neurotransmitters of the
central nervous system have been associated with
aggression in dogs. For example, a single copy allele of a
variable number tandem repeat (VNTR) and an intronic
12-nucleotide poly (A) insertion in the dopamine
transporter gene (SLC6A3) are associated with owner-
reported seizures, loss of responsiveness to environmen-
tal stimuli, episodic aggression, and hyper-vigilance in
the Belgian Malinois dog breed [18]. The polymorphism
of c.471 T > C in the glutamate transporter (SLC1A2 or
GLT1) gene is significantly associated with increased ‘ag-
gression to strangers’ in the Shiba Inu breed [19]. Poly-
morphisms in the tyrosine hydroxylase and dopamine
receptor 4 genes influence impulsivity in German
Shepherds and Siberian Huskies [20–22].
Despite that MAOA has been shown to be broadly
expressed in canine brain [23], and reduced cerebro-
spinal levels of 5-HIAA and HVA (major metabolites of
serotonin and dopamine respectively) were found in ag-
gressive dogs with a history of biting without warning
[24], to date there have been no studies on the genetic
diversity of the MAOA gene among various dog breeds
and the potential association of MAOA genetic polymor-
phisms with aggression phenotypes in dogs. As in other
mammals, the canine MAOA gene is located on the X
chromosome, which implies that male dogs, with only
one copy of this chromosome, are especially susceptible
to high levels of aggression if they have an allele which
confers low activity of this enzyme and consequently in-
creased catecholamine levels.
In order to explore the genetic diversity of the MAOA
gene in dogs, we sequenced functionally important re-
gions of this gene and determine the frequency of novel
and existing genetic polymorphisms in pure-breed dogs
representing five genetically distinct breed categories.
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Methods
Animals and sample collection
The fifty unrelated dogs (28 males, 22 females) recruited
for this study were either privately owned or provided
through the collaboration of Paws & Effect, the Des
Moines Kennel Club, and the Des Moines Obedience
and Training Club. No dogs were euthanized for the
purpose of this study. American Kennel Club certified
pure-bred dogs, representing 40 different breeds, were
classified in one of five genetically distinct categories:
ancient breeds (ANC), herding (HER), mastiff (MAS),
modern European (MEU), and mountain (MOU) dogs
(Table 1). Cluster analysis has shown that ANC breeds
are the lineage most related to wolves, followed by the
HER and MAS groups. The most recent canine breed
groups are MEU and MOU dogs [25, 26]. None of the
dogs in this study exhibited aggressive behavior. Buccal
cell samples were collected from the dogs using cheek
swabs designed for use in canines (Performagene®, DNA
Genotek Inc.), which cause minimal distress to the ani-
mals. DNA collected in this manner is stable for at least
one year when stored at room temperature. All experi-
mental procedures were approved by the Drake Univer-
sity Institutional Animal Care and Use Committee.
DNA sequencing
Following inactivation of nucleases and precipitations of
impurities in the buccal samples, genomic DNA was
purified via ethanol precipitation. Since the canine
MAOA gene is very large, spanning more than
66,000 bp, we used the UCSC genome browser to iden-
tify, and design polymerase chain reaction (PCR) primers
for, specific regions of the gene which are homologous
to regions in the human MAOA gene for which dysfunc-
tional alleles have been reported, as well as other regions
of potential functional importance. This strategy,
although not covering the entire gene, enabled us to
screen a larger population of dogs, increasing the likeli-
hood of discovering genetic polymorphisms that may ul-
timately impact the behavioral phenotype of interest.
Seven regions of the canine MAOA gene were amplified
by PCR (Fig. 1). The relevant primer sequences are listed
in Additional file 1.
We used 200 ng of DNA in a 25 μl of reaction mix-
ture containing 0.15-0.40 μM of each primer and
12.5 μL of Amplitaq Gold 360 Master Mix (Applied
Biosystems, Foster City, CA). After an initial incuba-
tion at 95 °C for 10 min, PCR amplification was per-
formed for 40 cycles consisting of 95 °C for 30 s, 60 °C
for 30 min and 72 °C for 20-60s (depending on ampli-
con size), followed by a final extension at 72 °C for
7 min. The specificity of each PCR was checked by
electrophoresis on a 1.5% agarose gel. Following puri-
fication by Exo-SapIT (Affymetrix, Santa Clara, CA),
the amplicons were submitted to bidirectional Sanger
sequencing using the Big-Dye Terminator v3.1 (Euro-
fins Genomics (Louisville, KY). Sequence assembly
and identification of genetic polymorphisms was per-
formed using Staden package software (http://staden.-
sourceforge.net/). Simple repeat sequences and other
repeating elements in the canine MAOA gene were
predicted by the programs Tandem Repeats Finder
[27] and RepeatMasker [28]. Comparative genomic
analysis between canine and other mammalian MAOA
sequences was performed using MultiZ [29]. Predic-
tion of any functional effects that these polymor-
phisms may have on the MAOA gene was investigated
by web-based software, including LASAGNA [30] for
the promoter region, Human Splicing Finder [31] for
the intronic regions, and RNAstructure [32] for the
transcribed region.
Haploview [33] was used to calculate population gen-
etic descriptors. The chi-squared test for independence
was used to assess Hardy–Weinberg equilibrium. Due to
the relatively small sample size, a more conservative chi-
squared test was used when any expected number was
below 5. The polymorphism information content (PIC),
which measures the informativeness of a genetic marker
for linkage studies, was calculated using PICcalc [34].
To further understand the differences observed in the
type and frequency of polymorphisms found between
each breed category, the target canine genomic
sequences were aligned, using the SRA-BLAST tool
(available at https://blast.ncbi.nlm.nih.gov/Blast.cgi), with
the homologous sequences in seventeen wolves, five coy-
otes, and one jackal that are deposited in the sequence
read archive (SRA) database (available at: http://
www.ncbi.nlm.nih.gov/sra/). Details of the sequences
used are given in Additional file 2.
Table 1 Breeds used in the study, categorized according to




Ancient Akita, Alaskan Malamute (x2), Basenji (x2), Samoyed (x2),
Siberian Husky (x3)
Herding Australian Shepherd Dog, Belgian Malinois, Belgian Tervuren,
Border Collie, Cardigan Welsh Corgi, Great Dane, Greyhound,
Irish Wolfhound, Rough Collie, Shetland Sheepdog
Mastiff American Staffordshire Terrier, Boxer, Bulldog, English Mastiff,
Labrador Retriever (x2), Newfoundland, Pembroke Welsh
Corgi, Pitbull Terrier, Yorkshire Terrier
Modern
European
Beauceron, Catahoula, Cocker Spaniel, Dalmatian, Doberman
Pinscher (x2), German Short Haired Pointer, Golden Retriever,
Shih Tzu, Toy Poodle
Mountain German Shepherd (x3), Italian Greyhound, Miniature
Pinscher, Rhodesian Ridgeback, Rottweiler, Standard Poodle,
St. Bernard, Bernese Mountain Dog
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Results
A total of 3035 bp, representing portions of two intronic
and five exonic coding regions were sequenced. Eleven
MAOA polymorphisms, consisting of single nucleotide
polymorphisms (SNPs) and microsatellite repeats were
found (Fig. 2). Eight of these variants were previously
unknown. Three SNPs were observed in the promoter
region. Multiple alleles were observed for the microsatel-
lite loci in intron 2 (7 alleles) and intron 10 (3 alleles).
Two SNPs were found in the coding region studied,
c.1254 C > T in exon 12, and c.1567 C > T in exon 15.
With the exception of these intron 1 and 10 microsatel-
lite variants, the occurrence of most of the polymor-
phisms in the dogs studied was low (MAF < 0.1)
(Table 2). The observed heterozygosities for the intron
10 variants was lower than expected, suggesting the in-
fluence of inbreeding, selection and/or founder effects
(Tables 2 and 3). Despite the presence of seven alleles
for the intron 2 microsatellite, one allele (CT [19]) was
found in 41 out of 50 dogs (74% of dogs were homozy-
gous or hemizygous for this allele), resulting in a low
PIC value for this locus (Table 3). Conversely, the intron
10 microsatellite had a higher PIC due to similar allelic
frequencies for the three alleles (0.35, 0.44, 0.24 for n =
10, 11, 12 respectively) that were found. Both of the
microsatellite loci investigated were not in Hardy-
Weinberg equilibrium.
Dogs which cluster in the ancient breed category were
the most genetically distinct and diverse from the other
groups, while mountain dogs were the least genetically
varied (Table 4). For example, the intron 10 TAAA [10]
allele was found in 9 out of 10 ancient breed dogs, while
the intron 10 CA [14] allele was present in 6 out of 10
ancient breed dogs and absent in all other dogs (Table 5).
The TAAA [11] and TAAA [12] variants were more
common in the other breed groups (Fig. 3). The most
modern breed group, the mountain dogs, showed the
greatest allelic diversity (5 alleles) for the intron 2 micro-
satellite, while the ancient breeds only had one allele
(CT [19]) at this locus.
None of the intronic polymorphisms were predicted to
have a significant effect on splicing. Similarly, the syn-
onymous coding SNPs were not expected to alter the
structure and stability of the MAOA transcript. However,
the promoter variants were predicted to affect the bind-
ing of several transcription factors. The c.-714 T > C
variant may result in the deletion of a binding site for
E1A binding protein (EP300), as well as generating a
new site for the binding of transcription factor 3 (TCF3).
The c.-694 A > G polymorphism deletes potential bind-
ing sites for the hepatocyte nuclear factor HNF-4 and
the nuclear receptor NR2F1 as well as creating a POZ/
BTB and AT hook containing zinc finger 1 (PATZ1)
binding site. The −212 A > G transition was predicted to
generate new sites for heat shock factors (HSF) 1 and 2,
as well as a site for spermatogenic leucine zipper 1
(Spz1). MultiZ alignment analysis of the sequence adja-
cent to the promoter −212 A > G SNP demonstrated
that the G allele is conserved in 43 out of 53 mammals,
and the A or T alleles are observed in other domesti-
cated species such as cow and pig (Additional file 3).
Discussion
One way in which genetics may affect a dog’s predispos-
ition to a behavioral disorder such as aggression is by al-
tering the metabolism of neurotransmitters. One
important metabolic pathway is oxidative deamination,
catalyzed by monoamine oxidase A. Therefore, a study
Fig. 1 Overall genomic structure and sequencing strategy for the canine MAOA gene. Legend: The arrangement of exons is shown relative to the
scale provided at the top, which corresponds to the most recent version of the canine genome assembly, canFam3 (available at: https://
genome.ucsc.edu/cgi-bin/hgGateway). The position of each of the 7 target regions is indicated by the numbered circles. 1: promoter and exon 1;
2: SINEC_Cf in intron 1; 3: intron 2 repeat region; 4: exons 7 and 8; 5: Intron 10 repeat regions; 6: exon 12; 7: exon 15 and 3′UTR
Fig. 2 Gene map displaying MAOA polymorphisms
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of genetic variation within MAOA provides an initial
step towards identifying potential functional variants
that may be cause changes in gene expression.
Since there is a larger genetic variation between breeds
rather than within breeds [35], we decided that specific
breeds would be represented by one individual dog
whenever possible. This strategy enabled us to discover
more genetic polymorphisms than would otherwise be
possible.
Although the study investigated represents a small
sample size of 50 dogs, eleven polymorphisms were dis-
covered in the target regions. The most polymorphic loci
were repeat regions in introns 1, 2 and 10, while the ex-
onic and promoter regions were highly conserved. Re-
duced levels of heterozygosity were observed for both
intron 10 loci, implying that this region has been under
recent intense selection.
Distinctive differences were observed in the type and
occurrence of MAOA genetic variants across broad
breed groups. This is expected, since allelic distortion
within individual dog breeds makes it possible, via gen-
etic drift or intense artificial selection, for formerly rare
variants to become more common in one breed or breed
category. The highest genetic diversity within a broad
breed group was observed for ancient dog breeds, which
is in agreement with recent genome-wide SNP and
haplotype analyses [36].
Two synonymous SNVs were found in the coding se-
quence, one in exon 12, which codes for the functionally
important FAD binding site, and the other in exon 15,
which codes for the transmembrane region that enables
attachment of the protein to the mitochondrial mem-
brane. However, these polymorphisms were not
predicted to have any effect either on protein function
or transcript stability. No variants were found in exons
1, 7, or 8. SNVs in exon 8 have been associated with
Brunner’s disease in humans, a rare recessive X-linked
disorder characterized by impulsive aggressiveness and
mild mental retardation associated with MAOA defi-
ciency [3, 37]. The exons studied were therefore highly
conserved, which is not surprising in view of their im-
portance towards normal MAOA function.
Several studies have demonstrated that a repeat poly-
morphism in the human MAOA promoter, located 1137
base pairs upstream of the start codon [5] has been
linked to aggression [6–8]. Initial bioinformatic analysis
predicted the existence of a VNTR present as 2.4 copies,
as shown in the current canine genome assembly (can-
Fam3). This canine VNTR, which is 90 base pairs long is
located 406 base pairs upstream of the translation start
site. Therefore, we sequenced the 740 bp sequence up-
stream of the start codon. Analysis of 70 dogs (the pro-
moter was sequenced in an additional 20 dogs, data not
shown) did not indicate any repeat variation at this
locus, a result confirmed by a recent study [38]. Indeed,
the canine MAOA proximal promoter region appears to
be relatively well-conserved in dogs. Three polymor-
phisms were found in the promoter regions: c.-714 C >
T, c.-694 A > G, c.-212 A > G. The c.-212A > G transi-
tion, located in the 5′ untranslated region, was only
found in two male dogs, an Alaskan Malamute (ANC)
and a Belgian Malinois (HER), and was predicted to lead
to the formation of two new heat shock factor (HSF)
binding sites. These transcription factors are involved in
the inducible expression of a wide variety of genes [39].
Using comparative genomics tools we found that the
Table 2 Canine MAOA genetic diversity in dogs included in this study
Gene Region Polymorphism Accession no. Sequence Variant Hobs Hexp HWpval MAF
Promoter ss#2019497348 c.-714 T > C 0.000a 0.000 1.000 0.04
ss#2019497349 c.-694 A > G 0.000a 0.000 1.000 0.04
rs85133046 c.-212 A > G 0.000a 0.000 1.000 0.03
Intron 1 ss#2019497352 c.73 + 3213 AAAT [6] 0.455 0.496 0.493 0.46
ss#2019497353 c.73 + 3450 G > C 0.111 0.105 1.000 0.06
Intron 8 rs852643176 c.955 + 31 G > T 0.091 0.087 1.000 0.05
Intron 10 ss#2019497360 c.1106 + 726 CA [14] 0.045 0.127 0.140 0.10
Exon 12 ss#2019497363 c.1254 C > T 0.045 0.044 1.000 0.02
Exon 15 rs852093239 c.1567 C > T 0.091 0.087 1.00 0.05
a Variant found only in male dogs
Table 3 Summary data for two canine MAOA microsatellites in introns 2 and 10
Microsatellite locus Accession nos. Size range No. of alleles PICa Hobs Hexp HWpval
c.169 + 2485 CT [15–22] ss#2019497354-8 149–163 7 0.37 0.36 0.39 0.0005
c.1106 + 1705 TTTA [10–12] ss#2019497361-2 280–288 3 0.52 0.36 0.64 0.002
a Polymorphism Information Content
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variant G allele appears to be the wild-type allele in
wolves, coyotes, and other carnivores such as the giant
panda and ferret, as well as less related mammals such
as humans and dolphins. The A or T allele also appears
to be the major allele in other domesticated species, in-
cluding cow, goat, and pig (for sequence alignments,
refer to Additional file 3). Therefore, it appears that the
ancestral G allele was replaced by the A allele in the
course of domestication of the dog, in the process po-
tentially removing an HSF binding site. Whether this
change is functionally significant and is related to do-
mestication, perhaps by increasing MAOA expression in
dogs relative to their wild ancestors and thus increasing
docility, remains to be investigated.
Another target DNA sequence was a canine-specific
short interspersed nuclear element (SINEC_Cf), located
in MAOA intron 1. These aberrantly inserted DNA se-
quences are degenerate retrotransposons of the lysine t-
RNA class, which are frequently located in positions af-
fecting gene expression and have been proposed as a
source of canine phenotypic diversity [40]. Insertion of
SINEC_Cf elements in the hypocretin receptor-2 and
PTPLA genes cause canine narcolepsy in Doberman
pinschers and centronuclear myopathy in Labrador re-
trievers respectively [41, 42]. The SINEC-Cf was found
in all the dogs studied as well as in the available wolf
and coyote sequences, implying that this must be an an-
cestral polymorphism rather than a recent derived muta-
tion. An ATTT insertion that was observed in 22 out of
50 dogs was located within a repeat sequence between a
CT repeat region and the poly-A tail that is typical of
such elements. Whereas this ATTT [6] allele occurred at
a MAF of 0.3-0.5 in the dogs studied, it appears to be
absent or uncommon in wolves and coyotes, in which
the ATTT [4] and ATTT [5] alleles predominate.
Microsatellites are stretches of tandemly repeated se-
quences of short sequence motifs of 6 or fewer nucleo-
tides. Dinucleotide repeat variants in intron 2 of the
human MAOA gene have been associated with female
bipolar disorder [43]. A similar microsatellite was pre-
dicted to be present in intron 2 of the canine MAOA
gene. Seven different alleles, consisting of variable
numbers of CT repeats ranging from 15 to 22, were ob-
served at a microsatellite locus in intron 2. This is simi-
lar to the human locus, for which eight alleles have
been [43]. While the most common repeat number was
19, this was the only allele observed in ANC dogs and
in the available wolf and coyote sequences, while the
other, more recent, dog breed groups all had three al-
leles or more. This may indicate that recent breed for-
mation is increasing the number of repeats at this
locus.
This phenomenon of increasing repeats with domes-
tication was also evident at a microsatellite TTTA
repeat in intron 10, first reported by Klukowska and
co-workers [44]. While ANC dogs, wolves, coyotes
and foxes have 10 repeats or less, the occurrence of
the TTTA [11] and TTTA [12] alleles increases in the
herding dogs, the next oldest breed group. These two
alleles predominate in the three other, most recent
breed groups (MAS, MEU and MOU). On the other
hand, it appears that the number of CA repeats in a
microsatellite located a few hundred bases upstream
in the same intron appears to be decreasing with do-
mestication, since while the CA [13] allele was ubiqui-
tous in four breed groups, 6 out of 10 ANC dogs had
the CA [14] allele. The evidence from wolves is in
agreement with this conclusion since their genetic se-
quences contains from 14 up to 18 repeats at this
locus. Both this tetranucleotide repeat and the di-
nucleotide intron 2 repeat are larger than 18 bp and
may be subject to more frequent replication slippage
and hence exhibit higher mutation rates [45] resulting
in an increased number of repeat length variants. As a
matter of fact, this increased mutation rate is a
Table 4 Minor allele frequencies for MAOA polymorphisms in
different breed groups (n = 10 for each group)
Variant ANC HER MAS MEU MOU
c.-714 T > C 0.077 0.063 0.071 0.000 0.000
c.-694 A > G 0.071 0.063 0.000 0.000 0.000
c.-212 A > G 0.071 0.063 0.000 0.000 0.000
c.73 + 3213 AAAT [6] 0.357 0.500 0.357 0.286 0.429
c.73 + 3450 G > C 0.167 0.071 0.083 0.083 0.000
c.955 + 31 G > T 0.000 0.000 0.143 0.071 0.000
c.1106 + 726 CA [14] 0.500 0.000 0.000 0.000 0.000
c.1254 C > T 0.000 0.063 0.000 0.000 0.000
c.1567 C > T 0.000 0.000 0.143 0.071 0.000
Table 5 Minor allele frequencies for the MAOA microsatellite
alleles in different breed groups (n = 10 for each group)
Variant ANC HER MAS MEU MOU
c.169 + 2485 CT
CT [15] 0.000 0.063 0.000 0.000 0.000
CT [17] 0.000 0.063 0.000 0.000 0.071
CT [18] 0.000 0.000 0.000 0.071 0.071
CT [19] 1.000 0.688 0.786 0.714 0.643
CT [20] 0.000 0.188 0.143 0.214 0.071
CT [21] 0.000 0.000 0.000 0.000 0.143
CT [22] 0.000 0.000 0.071 0.000 0.000
c.1106 + 1705 TTTA
TTTA [10] 0.929 0.500 0.071 0.143 0.143
TTTA [11] 0.071 0.437 0.358 0.786 0.428
TTTA [12] 0.000 0.063 0.571 0.071 0.429
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genome-wide phenomenon in the dog and may be one
of the factors responsible for the rapid evolutionary
change resulting in widespread phenotypic diversity
[46].
Although we designed the study to focus on broad
canine breed groups in order to discover as many vari-
ants as possible, this approach limited the estimation of
allelic frequencies and meaningful haplotypes for indi-
vidual breeds, as well as the calculation of linkage dis-
equilibrium between the polymorphisms found. In order
to address this limitation, a follow-up to this study will
be to genotype more dog breeds and include more dogs
representing specific breeds.
Conclusions
Dogs exhibit significant variation in certain intronic re-
gions of the MAOA gene, while other areas such as the
coding and the proximal promoter regions are well-
conserved. The MAOA sequences in the ancient dog
breeds were the most divergent, and for some loci, the
most similar to wolves. Less diversity was observed for
more modern breed groups, in particular mountain
breed dogs. An important finding of this study was that
a decreasing or increasing trend in the number of
repeats at different microsatellite loci may be related to
canine domestication and recent breed formation. The
ultimate aim of this research will be to investigate
whether these MAOA polymorphisms are over-
represented in dogs with aggressive phenotypes.
Additional files
Additional file 1: Canine MAOA target regions and primer sequences
(5′→ 3′) used in this study. (DOCX 12 kb)
Additional file 2: Wolf, coyote and golden jackal sequence read archive
(SRA) sequences used to compare with homologous sequences in
domestic dogs. (DOCX 12 kb)
Additional file 3: MultiZ Alignment of -212G > A polymorphism (shown
in uppercase) locus in 53 mammalian species. The dog sequence is
highlighted in yellow. The sequences from the other canids (wolf, coyote,
Golden jackal) were obtained from the sequence read archive (SRA)
database. (DOCX 19 kb)
Acknowledgements
The authors would like to express their thanks to all the private dog owners
that consented to have their dogs participate in this study, as well as the
Des Moines Training & Obedience Club, Paws & Effect, Des Moines Kennel
Club, Jordan Creek Animal Hospital, and Wind Dancer Kennels.
Funding
Drake University Research Grant 100000–202 PRSAGX
Drake College of Pharmacy and Health Science Harris Endowment
M.O. supported by a 2015 Summer Drake Undergraduate Science
Collaborative Institute Fellowship.
Availability of data and materials
All polymorphism locus and population data was deposited in the short
genetic variation database, dbSNP, at the Natioanl Institutes of Health
website: http://www.ncbi.nlm.nih.gov/SNP/.
Authors’ contributions
JS designed the study and wrote the majority of the manuscript. AR, PS, and
MO performed the experiments and data analysis. All authors read and
approved the final manuscript.
Competing interests
The authors declare that they have no competing interests.
Consent for publication
Not applicable.
Ethics approval and consent to participate
The Drake IACUC reviewed the study protocol and the committee
determined that these experiments did not require IACUC approval. The
IACUC decision is reproduced below: −
Date: August 26, 2015
From: Kimberly Huey, Ph.D. IACUC Chair
To: James Sacco, Ph.D.
Re: Animal Protocol
The IACUC has reviewed your protocol “Discovery of genetic risk factors for
aggression in dogs” and the committee has determined that these
experiments do not require IACUC approval. This research is considered
exempt from IACUC approval based upon the following stipulations:
1. Veterinarians or animal handlers only will be collecting all the saliva
samples and will provide these samples to your laboratory. No one in your
laboratory will have any physical contact with the dogs.
2. No samples will be collected on the Drake University campus and no
dogs will be housed in Drake University animal facilities. If you subsequently
plan to make any significant changes regarding the use of animals in this
protocol you must inform the IACUC before continuing the research. Thank
you for your cooperation and good luck with your research.
Kimberly Huey, PhD




Fig. 3 Minor Allele Frequencies (MAF) for the MAOA intron 1 TTTA variants across canine breed groups (n = 10 for each group)
Sacco et al. Canine Genetics and Epidemiology  (2017) 4:1 Page 7 of 8
Received: 24 August 2016 Accepted: 18 December 2016
References
1. Shih JC, Chen K, Ridd MJ. Monoamine oxidase: from genes to behavior. Ann
Rev Neurosci. 1999;22:197–217.
2. Cases O, Seif I, Grimsby J, Gaspar P, Chen K, Pournin S, et al. Aggressive
behavior and altered amounts of brain serotonin and norepinephrine in
mice lacking MAOA. Science. 1995;268:1763–6.
3. Brunner HG, Nelen M, Breakefield XO, Ropers HH, van Oost BA. Abnormal
behavior associated with a point mutation in the structural gene for
monoamine oxidase A. Science. 1993;262:578–80.
4. Caspi A, McClay J, Moffitt TE, Mill J, Martin J, Craig IW, et al. Role of
genotype in the cycle of violence in maltreated children. Science.
2002;297:851–4.
5. Sabol SZ, Hu S, Hamer D. A functional polymorphism in the monoamine
oxidase A gene promoter. Hum Genet. 1998;103:273–9.
6. Edwards AC, Dodge KA, Latendresse SJ, Lansford JE, Bates JE, Pettit GS, et al.
MAOA uVNTR and early physical discipline interact to influence delinquent
behavior. J Child Psychol Psyc. 2010;51:679–87.
7. Huang YY, Cate SP, Battistuzzi C, Oquendo MA, Brent D, Mann JJ. An
association between a functional polymorphism in the monoamine oxidase
a gene promoter, impulsive traits and early abuse experiences.
Neuropsychopharmacol. 2004;29:1498–505.
8. Deckert J, Catalano M, Syagailo YV, Bosi M, Okladnova O, Di Bella D, et al.
Excess of high activity monoamine oxidase A gene promoter alleles in
female patients with panic disorder. Hum Molec Genet. 1999;8:621–4.
9. Schulze TG, Müller DJ, Krauss H, Scherk H, Ohlraun S, Syagailo YV, et al.
Association between a functional polymorphism in the monoamine oxidase
A gene promoter and major depressive disorder. Am J Med Genet.
2000;96:801–3.
10. Hotamisligil GS, Breakefield XO. Human monoamine oxidase A gene
determines levels of enzyme activity. Am J Hum Genet. 1991;56:335–6.
11. Barnberger M, Houpt KA. Signalment factors, comorbidity, and trends in
behavior diagnoses in dogs: 1,644 cases (1991–2001). JAVMA.
2006;229:1591–601.
12. Beck AM, Jones BA. Unreported dog bites in children. Pub Health Rep. 1985;
690:847–8.
13. Mikkelsen J, Lund JD. Euthanasia of dogs due to behavioral problems: an
epidemiological study of euthanasia of dogs in Denmark, with a special focus on
problems of aggression. Eur J Compan Anim Pract. 2000;10:143–50.
14. Miller DD, Staats SR, Partlo C, Rada K. Factors associated with the decision
to surrender a pet to an animal shelter. JAVMA. 1996;209:738–42.
15. Salman MD, New JG, Scarlett JM, Kass PH, Ruch-Gallie R, Hetts S. Human
and animal factors related to the relinquishment of dogs and cats in 12
selected animal shelters in the United States. J Appl Anim Welf Sci. 1998;1:
207–26.
16. Liinamo A, van den Berg L, Leegwater P, van Oost B. Genetic variation in
aggression-related traits in Golden Retriever dogs. Appl Anim Behav Sci.
2007;104:95–106.
17. Hall NJ, Wynne CDL. The canid genome: behavioral geneticists’ best friend?
Genes Brain Behav. 2012;11:889–902.
18. Lit L, Belanger JM, Boehm D, Lybarger N, Haverbeke A, Diederich C, et al.
Characterization of a dopamine transporter polymorphism and behavior in
Belgian Malinois. BMC Genet. 2013;14:45–56.
19. Takeuchi Y, Kaneko F, Hashizume C, Masuda K, Ogata N, Maki T, et al.
Association analysis between canine behavioral traits and genetic
polymorphisms in the Shiba Inu breed. Anim Genet. 2009;40:616–22.
20. Hejjas K, Vas J, Topal J, Szantai E, Ronai Z, Szekely A, et al. Association of
polymorphisms in the dopamine D4 receptor gene and the activity-
impulsivity endophenotype in dogs. Anim Genet. 2007;38:629–33.
21. Kubinyl E, Vas J, Hejjas K, Ronai Z, Brúder I, Turcsán B, et al. Polymorphism in
the tyrosine hydroxylase (TH) gene is associated with activity-impulsivity in
German Shepherd dogs. PLoS One. 2012;7:e30271.
22. Wan M, Hejjas K, Ronai Z, Zsuzsanna E, Sasvari-Szekely M, Champagne FA, et
al. DRD4 and TH gene polymorphisms are associated with activity,
impulsivity and inattention in Siberian Husky dogs. Anim Genet.
2013;44:717–27.
23. Hashizume C, Suzuki M, Masuda K, Momozawa Y, Kikusui T, Takeuchi Y, et al.
Molecular cloning of canine monoamine oxidase subtypes A (MAOA) and B
(MAOB) cDNAs and their expression in the brain. J Vet Med Sci. 2003;65:
893–8.
24. Reisner IR, Mann JJ, Stanley M, Huang YY, Houpt KA. Comparison of
cerebrospinal fluid monoamine metabolite levels in dominant-aggressive
and non-aggressive dogs. Brain Res. 1996;714:57–64.
25. Parker HG, Kim LV, Sutter NB, Carlson S, Lorentzen TD, Malek TB, et al.
Genetic structure of the purebred domestic dog. Science. 2004;304:1160–4.
26. Parker HG, Kukekova AV, Akey DT, Goldstein O, Kirkness EF, Baysac KC, et al.
Breed relationships facilitate fine-mapping studies: a 7.8-kb deletion
cosegregates with collie eye anomaly across multiple dog breeds. Genome
Res. 2007;17:1562–71.
27. Benson G. Tandem repeats finder: a program to analyze DNA sequences.
Nucleic Acids Res. 1999;27:573–80.
28. Smit AF, Hubley R, Green P. RepeatMasker Open-3.0. http://www.
repeatmasker.org. (1996). Accessed 16 Aug 2016.
29. Blanchette M, Kent WJ, Riemer C, Elnitski L, Smit AF, Roskin KM, et al.
Aligning multiple genomic sequences with the threaded blockset aligner.
Genome Res. 2004;14:708–15.
30. Lee C, Huang C-H. LASAGNA-search: an integrated web tool for
transcription factor binding site search and visualization. BioTechniques.
2013;54:141–53.
31. Desmet F, Hamroun D, Lalande M, Collod-Béroud G, Claustres M, Béroud C.
Human splicing finder: an online bioinformatics tool to predict splicing
signals. Nucleic Acids Res. 2009;37:e67.
32. Reuter JS, Mathews DH. RNAstructure: software for RNA secondary structure
prediction and analysis. BMC Bioinformatics. 2010;11:129.
33. Barrett JC, Fry B, Maller J, Daly MJ. Haploview: analysis and visualization of
LD and haplotype maps. Bioinformatics. 2005;21:263–5.
34. Nagy S, Poczai P, Cernák I, Gorji AM, Hegedűs G, Taller J. PICcalc: an online
program to calculate polymorphic information content for molecular
genetic studies. Biochem Genet. 2012;50:670–2.
35. Lindblad-Toh K, Wade CM, Mikkelsen TS, Karlsson EK, Jaffe DB, Kamal M, et
al. Genome sequence, comparative analysis and haplotype structure of the
domestic dog. Nature. 2005;438:803–19.
36. Vonholdt BM, Pollinger JP, Lohmueller KE, Han E, Parker HG, Quignon P, et
al. Genome-wide SNP and haplotype analyses reveal a rich history
underlying dog domestication. Nature. 2010;464:898–902.
37. Piton A, Poquet H, Redin C, Masurel A, Lauer J, Muller J, et al. 20 ans apres:
a second mutation in MAOA identified by targeted high-throughput
sequencing in a family with altered behavior and cognition. Eur J Hum
Genet. 2014;22:776–83.
38. Eo J, Lee HE, Nam GH, Kwon YJ, Choi Y, Choi BH, et al. Association of DNA
methylation and monoamine oxidase A gene expression in the brains of
different dog breeds. Gene. 2016;580:177–82.
39. Akerfelt M, Morimoto R, Sistonen L. Heat shock factors: integrators of cell
stress, development and lifespan. Nat Rev Mol Cell Bio. 2010;11:545–55.
40. Wang W, Kirkness EF. Short interspersed elements (SINEs) are a major source
of canine genomic diversity. Genome Res. 2005;15:1798–808.
41. Lin L, Faraco J, Li R, Kadotani H, Rogers W, Lin X, Qiu X, et al. The sleep
disorder canine narcolepsy is caused by a mutation in the hypocretin
(orexin) receptor 2 gene. Cell. 1999;98:365–76.
42. Pelé M, Tiret L, Kessler JL, Blot S, Panthier JJ. SINE exonic insertion in the
PTPLA gene leads to multiple splicing defects and segregates with the
autosomal recessive centronuclear myopathy in dogs. Hum Mol Genet.
2005;14:1417–27.
43. Lin S, Jiang S, Wu X, Qian Y, Wang D, Tang G, et al. Association analysis
between mood disorder and monoamine oxidase gene. Am J Med Genet.
2000;96:12–4.
44. Klukowska J, Szczerbal I, Wengi-Piasecka A, Switonski M, Schelling C, Gmür
A, et al. Identification of two polymorphic microsatellites in a canine BAC
clone harbouring a putative canine MAOA gene. Anim Genet. 2004;35:75–6.
45. Webster MT, Smith NG, Ellegren H. Microsatellite evolution inferred from
human-chimpanzee genomic sequence alignments. PNAS. 2002;99:8748–53.
46. Laidlaw J, Gelfand Y, Ng KW, Garner HR, Ranganathan R, Benson G, et al.
Elevated basal slippage mutation rates among the Canidae. J Hered. 2007;
98:452–60.
Sacco et al. Canine Genetics and Epidemiology  (2017) 4:1 Page 8 of 8
